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AmeBditients to the Clatios 



This listing of claims will replace all prior versions, and listings, of claims in the application: 
Listing of Claims: 

1 . (currently amended) A method of simultaneously detecting a plurality of different 
fbnclional antibodies against multiple bacterial serotypes comprising; 

(a) combiximg a sample with a first plurality of different antigens, complement and 
eflFector cells, whwiein the antigens are dirfercntially labele d by a plurality of difffltont 
fluor es c e nt molooulofl , 

(b) incubating Ibe sanople to allow for internalization of the antigens by the eifector cells, 

and 

(e) detecting internalized antigens, wherein an increase in detectable label flH ore ia oBiici B as 
compared to a control sample indicates the presence of internalized antigens and the functional 
antibodvies against multiple bacterial serotypes . 

2. (currently amended) The method of Claim 4 >30. wherein each member of the plwality 
of difif^ent fluorescent molecules differs from each other member of the plurality in its 
fluorescence emission wavelength. 

3. (currently amended) The method ofClaiTn+32, wherein each member of the plurality 
of different fluorescent molecules differs Jiom each other member of the plurality in its 
fluorescence intensity. 

4. (previously presented) The meihod of Claim 1, wherein each member of the first 
plurality of different antigens comprises a bacterial molecule fix>m a different serotype of a single 
bacterial species. 

5. (original) The method ofClaini 4, wherein the bacterial species is 5^reptoco^i?«^ 
pneumoniae. 
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6. (origiiial) The method of Claim 4, whcrdn the bacterial species is Neisseria 
meningitidis, 

7. (origiiifil) The method of Claim 4, wherein the bacterial molecule is an intact 
bacterium. 

8. (original) The method of Claim 7, wherein the intact bafiteriiunts not viable. 

9. (ori^nal) The method of Claim 1 , wherein the sample is taken from a body fluid or 
tissue of an individual. 

1 0. (cuirently amended) ITie method of Claim 9, wherein the individual has been 
immunized with a second plurality of different antigens^ wherein the second plurality of different 
antigens are not labele d with fluor e gg e nt moleoulos but are otherwise the same as the first 
plurality of antigens. 

11. (previously presented) The mctliod of Claim 10, wherein the detection of the 
fimctional antibody indicates the efficacy ol' ihe immunization. 

12. (previously presented) The method of Claim 1, wherein the complement comprises 
fireeze dried baby rabbit serum. 

13. (cuirently amended) A method of sincndtaneously detecting a plurality of dif&rent 
fimctional antibodies a^zainst muttiplc bact c yiat serotyp es comprising: 

(a) combining a sample with a first plurality of different antigens, complement and 
effector cells, wherein the first plurality of different antigens are attached to diffexeat 
fluofoooently labeled beads, 

(b) incubating the sample to allow for inlemahzation of the fluoreaoently labeled beads 
by the effector cells, and 



PAGE4/9* RCVD AT 3f2/2IIM 2:31:38 PM pastern 8^^ 



Page 3 Qf 8 



PAGE Am * RCVD AT 3f2/2Q04 3:16:51 PM [Eastern Standard Time] * SVR:USPTO-EFXRF-1/8 * DNIS:8720306 * CSID:703 305 7401 * DURATION <mm-ss):04^D 



03/02/04 TUE 15:23 FAX 703 305 7401 



GP 1800 FAX MACHINE 8 



SI005 



03/02/04 THE 11; 29 FAX 228 9445 



KLAKQUIST SPARKHAN 



PATENT 



Anom^ Reference Number 6395-61708 
Application Number 10/009^660 



(c) detecting the intemalii^Gd bead-s wherein an increase in detectable label f tuoranoflno e 
as compared to a control sanqjle indicates ihc presence of internalized beads and fimctional 
antibody ^^m^ jmllM^ b^erial ?qr<?tjxies. 

14. (currently amended) The method of Oaim 4^31, whcrem each mCTiber of the 
plurality of different antigens attached to diTferent fiuorescently labeled beads di£Gers from each 
other member of the plurality in its fIuoresc:cace emission wavelength. 

15. (currently amended) The metJiod of Claim wherein each member of the 
plurality of different antigens attached to di fTcrent fiuorescently labeled beads diflfcrs fiom each 
other member of the plurality in i ts fluorescence intensity. 

16. (previotisly presented) The method of Oaim 13, wherein each member of the first 
plurality of different antigens coiTipiises a bacterial molecule from a different serotype of a single 
bacterial species. 

17. (original) The method of Claini 16, wherein the bacterial species is Streptococcus 
pneumoniae, 

18. (original) The method of daiin 16, wherein the bacterial species is Neisseria 
meningitidis. 

19. (original) The method of CJaim 1 3, wherein the sample is taken from a body fluid or 
tissue of an individual 

20» (currently amended) The metJiod of Claim 19, wherein the individual has been 
imrmmized with a second plurality of dif fcTcnt antigens, wherein the second plurality of different 
antigens are not attached to different labeled beads l abolod with flnortM S P o nt molooulan Ytwt are 
otherwise the same as the first plurality of antigens. 
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21. (previously presented) The method of Claim 20, vrfiercin the detection of the 
fimctional antibody indicates the efficacy of the immunization. 

22- (currently amended) AmethodofsimultaDBOusly detecting aplurality of different 
functional antibodies against multiple bacl er ial sctqtyp^c omprisinjg^ 

(a) conobining a san^le with a first pluraHty of different antigens, coniplement and 
effector cells, wherein the antigens are differentially labele d by a plurality of diff e r e nt 
fluorofloont moloouloo ^ 

(b) incubating the sample to allow for internalization of the antigens by the ef&ctor cells. 



(c) detecting internalized antigens using a hematology unit, wherein m a change in 
volume> conductivity, or scatter as compared to a control sample indicates the presence of 
internalized antifiens and the functional antibodvics against multiple bacterial s^tvpes . 

23 . (currently amended) A method o f simuhaneously detecting a plurality of different 



(a) combining a sample with a first plurality of different antigens^ complement and 
effector cells, wherein the fu^t pliuality oJ'ditTerent antigens arc attached to different 
fluoroGoontly labeled beads, 

(b) incubating the sample to allow for internalization of the fluor e scently labeled beads 
by the effector cells, and 

(c) detecting the internalized beads using a particle concentration immunofluorescent 
analyzer, wherein an increase in detectable label fluor es c e nc e as compared to a control sample 
indicates the presence of internalized beads and functional antibodyies against multiple bacterial 
serotypes . 

24. (original) The method of claim 1 , the internalized antigens are detected with a flow 
cytometer. 
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25. (original) The mediod of claim 1 3, the inlemafized antigens arc detected with a flow 
cytometcr. 



26. (origioal) Hie method of claim wherein the effector cells are macrophages, 
mononuclear phagocytes, natural killer celh^ or granulocytes. 

27. (original) The method of claini 1 , wherein the effeotor cells are obtained ftom the 
serum of an individual or from an in vitro col ture. 

28. (original) The method of claim 1 , wherein the effector cells arc human 
promyelocyticleakemia cells. 

29. (currently amended) A method of simuttaneously detecting a plurality of diflferent 
functional antibodies against multiple bact e rial serotypes comprising: 

(a) combining a sample with a first plurality of different antigens^ freeze-dricd baby 
rabbit serum» and hxrnian promyelocytic leukemia cells, wherein the antigens are dijEferentially 
labeled by a plurality of different fluorescent molecules; 

(b) incubating the sample to allow for internalization of the antigens by the cells; and 

(c) detecting internalized imtigens using a flow cytometer, wherein an increase in 
fluorescence as compared to a control sample indicates the presence of intemalized antigens and 
the functional antibod yies against multiple bacterial serotypes ^ 

30. (new) The method of claim 1 , wherein the antigens are differentially labeled by a 
plurality of different fluorescent molecules, and wherein an increase in fluorescence as compared 
to a control sample indicates the presence of internalized antigens and the fhnctional antibodies 
against multiple bacterial serotypes. 

31. (new) The method of claim 13, wherein the antigens are attached to different 
fluorescently labeled beads, and wherein an increase in fluorescence as compared to a control 
sample indicates the presence of intcniali2:ccl beads and the functional antibodies against multiple 
bacterial serotypes. 
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32. (new) The method orclaitn 22, wherein the antigens are difiercntially labeled by a 
plurality of different fluorescent molecules. 

33. (new) The method of claim 23, wherein the antigens are attached to different 
fluorescently labeled beads» and wherein an increase in fluorescence as compai^ to a control 
sample ii^idicates the presence of internalized beads and the fionctiaiial antibodies against multiple 
bacterial serotypes* 
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